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'&mz.^ Ki s ltjfa14'a^^.€<Da#(*x ^i^Al^lit^. SrUf^^ ^ vT^ (CMamydia 
pnuemoniae) IZMT^ I g G^^;^*:ffiJb<^^l^:^fli■e^§^CD#^*^ife^;t^TO^§ 
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It 1 2 idiBm^jfliw^ymitmttpt'j^Jo 

m.-^ (GDKIs-p27) ^li^lJo 

6. #riB1 4M^V^n^-< KMb^fix mUxn V-f $/>XliJi'J:^o v^T v 

^5 (3iB«(D-b--r lJ7 U >^'i^=iF±—\fm^ (CDKIs-p27) ^3^i5ii^iJo 

7. tfriBI 4M3^T^n^-r K<b^?b^c] + $/:^n v''f'5>>-CfeSs S^6iB« 
(Z)-y--f ^ U >m^^i—if^'^ (CDKIs-p27) ^]^?i^Jo 
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HUtl 4lB«<DJfll<g^}m±im(DtiP$'J7^^o 

14+^-- If^t^ (CDKIs-p27) (D^$:ti3^^SC:ii(z:ckoT«fefee>^tlSt»' 

oD-cfe ^ d h ^it«h -r i> Mm. 1 4 x(± 1 5 mmcDimw-mwimmcDm^i-nmo 

2 0. tfrlBI Amm-^<Pn^y( Kfb^lis Ji'J y'-T ^/VXIi^'J V-f 

i> >i5i##:s o =^ v::^ □ v 'f ^ >x(* □ + 2^:;^ □ V 5^ i^mmwis^ ibm\tu^ s 

2 1 . BirlBI 4MifT^n-7-< K<b-^;b<n=t^S/;^ny'^i/>Trfe§. ^1t2 0 

iz:iBieG):&^o 

m 1 l*x RXM IZctS CASMCs«^(Diai$61jti?iPl#$i)||^^UT0NSo HI 
•(in > S □ h UrODHJfei^J 1 iZllBteUfe^S^O^^^^l^ife (complete 
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medium)^ ▼(*^±$l$«iS±fe+RXM ( 1 Atg/ml )^ ■(±^^#i§±fe+RXM 
(1 OAtg/ml ). RXfs ♦(ic:©^±^^$«^$±fe7b^e,ie^^M^#^^?fe5i:C:^<7) 
^S5|5lfil>f^*^J!lPLTt\«tl\i§Hb (senimfiee) ^^Tjkfo 

m^Utm^^^^^'t^^^O^- ^^^-Mi 450nm IZlfclt^BMJ^ (Absorbance) 
Trfe S o KgvirelA (D*tl4l±l&^B^PBl&^ U . FigurelB RXM (DiU^ ( M 

g/ml ) ^^"^o 

g| 2 It.-mO^-mi^^Xf^Mm^WZJ: 5 CASMCs $fflfla^®ifi^6<jtg?itPfi# 

^±^it^±-fe (complete medium )x ▼li^:^Si$fttgife+Gentamicin+Amphotericm 
■(i^^^«i§ife+ ABPC(5Atg/ml)s A B P C ( 5 

^}»LT^^^^^±§t^^J (semmfree) ^^7jk-to 
mWtm^^^^m-tilZ^a)^ mi^M 450mn (Z:*5lt§MJS (Absorbance) 

(Omt^Gimiy^ih smiZ^^ (transition) t"?)^*^ tfefero-e^ Tlft<7)|2|*<S 

mwtmmmmcomTir^m^^%-€m.Lt:Li,(DT:^io. mmt rxm (i o 

AtgAnl) (D^Sl^^f o 
El 4 (is Ii:::^ ^ >3^n »y h^l^cfc «9 phosphorylated Rb SSMfej^/f 

^^(D:felZ:iBtg^;h,fel!B?^(i phosphorylated Rb (D^»(KDalton)^^-ro^K 
T(D Tquiescentj (±'J >^<b^tLTtx&U (^N>S1±<bt»t^©) Rb^^feAtiT^ 

SU-vfe^Ls ■€■a)K!l;!)^e>liRXMG)^a^^^■ro 
m 5 (i. •i7iLX^ >7^n 'y S^lzick t) cdkis^^^ (p21 fcefct/p27)^jS?*lf L 



^^cD:felc:iB«t^tifcl!Bi^li CDKIs (D^^MQH Dalton)^a^o ±&L(DWMlt 
CDKIs-p21 \Z-Dl\'C<Dm^mmcOWMl:ib K> x TWL(DWmt CDKIs-p27 l3:oON-r 
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©tiCD-CfeSo WMTCO Tquiescentj h >^^$lJ^T©>Ste<b^tlT 

t^3&t^$fflJi&A^6►Isli^XLfe (^N>S1±<bJK^J©) CDKIs ^^AtlTfeS - 

felts Gl^ (DNA-a^illB) Tb^e, S«B (DNA^^XS) IZM^^^^^mM 

i\miz&-^t>'^^^m.mmx'&^o ^(Dm^mm^. ^(DmiLmizmLxmzm^^s. 
if^ztt^-c^^o :^%B^(Dimmmumz. \-^iSsmw^mm(Dmmmmz 

:^BMmm^comtmx7jkt^^xi^^j:oiz^ik^^m^(Dms^mmizisii-^ gi 
mt^iosmizi$it^^$S(m(om^\\t. m^^mcDm^mmcommzr^'O^fji^imi^ 

^ti-t-^^ 'J >^^^^i---\zm.'^W (CDKIs) 0D4'*t>fl<J*:^^-efe§ 
CDKIs-p27 (D%mtm^^^^ C:hl3cfcoT:tfee>^ tvi* (DT:^^ o o T » 

14+^-4z^t^ (CDKIs-p27) ^]lli^JlZ:#i>*,(DT:feSo 

url*^ jfliW¥}mcD±i?ii3fi|t^ifefl)ii?iSjb3i;5tms'i4jflLWiS!fb5iix Mu'cis jiejjfli 
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}^miZ^i^t3:&(DA K^b^^^S-^-TS Zh^r^ 

(CDKIs-p27) (Di|]^^ti^-rS 3 iild-toTfefce. fetD-Tfe^So 
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XLD50) (i. 425.6+15.7mg/kg (^fiJil) ;Rt)f 490+30.4mg/kg (JHIg) TrfeSo 

(±\ mi^. =i/\^M. ^x'^uMv Tu^>Ms >i5Ms ^=s^>m. ¥im. :^^t 
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mi^. ^m:^v xn^^ ^y>m^i^%mm-r^o 
m^^ti-r. mn^^m^K it^ma^^ ®5i^F*3fe#x 

ik^comm. mm. m^M(Dmn. mmtj:^^ 

m.nmX^ B^r^^^O. 1~2 0 0 0mg. J?SL<l*l|f^1~1 OOOmg-e 
&K>. cl:t)»*U<li1 O — SOOmg-Zrfet). 3^^^ ji^Jx 1 3 1—412113 
t)l±-rtft#t-5o 1 B 1 S^^^^OtS^M^ItA^O. 1 mgJ-iLT-eii^te)^ 
05S!im*^#6>*l-r. 1 H4lE]JiS#T:(7)*g#S^I+*<2 0 0 0mgJi;l±T?(*x 

^ommitiSL^m^izjscAC-cmmi^ir^ziit^mm. m^it. Jisp^#(z)fc 
tocDi^^ijhUTiis ±y-t)m. mm^ m^m. m$m. p 

m^iz:jsi\xm.nmm^ti^ j^^^^. mmm\z^^(DBm(D^m$smm%m:M. 
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i>xT(DmmmT;it^ t \-MJta.mw-mf^mm-vib^ casmcs ^oDig^^^x 
cASMCsifflji&timpi^i^x m/^mmmff^. -i^M^vrn^y [^mm^mmL 

CASMCs$fflJ3^^^ : t K^jflL^^}t®5$fflBa (CASMCs) ^ QoneticsttJ; Kfm 
AUs 'N-SCDi^=t^y S (SmGM-2) feffiUT 3 5 %C02^f«j^T-eJ$«Ux 

Jjfflli&i^#}?l4>l3(±5%4^J3&!ajfaJt. 2ng/inl t SigS44S^^$fflj|^ii?i@^ (b- 
FGF). 5JUL 9/ml ^^-f >i>=L U OJng/ml t S±J^±i?iiE!^ (FGF) ^^)^*P 

CASMCs m^M^E.W^Mk : CASMCs $fflJ!ia>S: BfTlBOD^^^lZ: cfc 9 6 '^yiy - 
S I3±&« L . -^B#FB^igiif^i« 7 0 ~ 8 0 < ^T^COi^HS^SAftT ^ 

-yrT^x 1*^«^SfTfeSa=^5>;^ay'-rS/> (RXM) fea>{?OD)^Jg (0.1,1.0,10, 
100 yug/ml) T?»L. =jift^W<7)^^*a^2 4B#PB^A^e»7 2B#PB^(Dlg#^. 

Mf^fkTrCD^MS^CDWM^^^ ^^±"7 Premix WST-1 Cell Proliferation Assay System 

Kit 4ffit>Tx WST-1 ^iz:cfc^:7:4-;uy'if >Ji^fig^fegei^;5-^lc:ckorJtfe^ 

MUfco M#:fl*IlZ:lix Premix WST-1 fe1 OAtl t'oiP^s 2 - 48tP^^l3:4 4 0 
nm 00l!R7teJg&:r U - S U — $^-T?^^iJ^ Ufeo 

H1 1 (D FSgurelA (Zl^^ tl§ J; ^ l3s RXM (i CASMCs $fflflS(Dii?it'&s 1^14=1 > 
ha-;i'-efeSRXM^^)^iQS¥hltUTxRXMj!)<1 feJ;t/1 0Atg/inlCDM}^l3 
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01 OFigurelB li^^tlSekaClx RXM (i CASMCsifflJj&<Z)li?ii^s Pitt 
=i> RXM^N)»^hJ:bUT.RXM*M —1 0 0 /ULgfm[ (D'M^iZ 

ll]5Sfil^J3 

CASMCs (^(DfferofciS^iJ) : -U. ^(DftbCDinWiJ^ldilt 

(Dit^T:^^ Ampicilin (ABPC; 50Atg/hil) fccfct/ Gentamicin (SOjULgM)^ ^ ^ iZifi 
MW:^\(Di^&D^i(D Amphotericin B (50 ng/ml) tS: if it CASMCs m^COi^MlZM 

m^m^m^f^ ±l3-C^^tlT#fe. RXM CASMCs5^^(7)tt^6*}ii5i 

7 0%ic^y -;U-e3 O^P^H^^s RNase(5>ugyinl)-e3 O^Pe^-r >+zL'^- s 
Lfeo ^COfts propidium iodide ( 1 0 Atg/ml )Tf 3 O^Pb^'T >4^a.^- S Ls 
FACScan (Becton Dickinson tt)T?>lJJ^ Lfeo 

l^s JTOJlSH©^ff-r§^lix :af*:6*JlC:(i. ModFitLT V7 S:7xTT:DNA 

^titctK $ffll}S^^G)S^*N6G2/M^lc:|6]ANaiftPg(c:(iRE#ftffi7b<^46 
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r^aix^ >yn «y S >S ( 1 ) : ±IBCD RXM dJ; i> CASMCs Gl ^;^)^ 

T t ^ i) U >M'fbi!i|l^^flijiiS^]^Jfe (retinoblastoma gene products : phosphorylated 
Rb) ^tg1ii:LT^ *^CDU>M<bCDPI#l3S^<*,(Z)-^fe5A^fe. ^ol:^^ 
> • 'VT^^ >y^lZ:fct\T phosphorylated Rb &4#^6<3lZ:fSi^-r§^/' ^ P^h 
(CeU Signaling Technology ttli) ^ffi^^Tj5f*lf Ufeo 

Z:^D|IS^I^:*Jl^T. phosphorylated Kh\tmM(D$k\¥TT:\^^:^:7.^ > ■ ^U-v 
h/^-e(*1^tii^±13^5^^^^^^>'^TrfeSfe46^ 5 %4^a^'^lfll>t (FBS) , 2ng/ml t K 
i^^^^WWS^W^M^ (human basic fibroblast growth fector) , 5 Atg/ml 
>S/zLU>N^tJ^O. 5 ng/ml tl h JiJ^lH^S^ (human epidermal growth fector ) 
^i^mmzmiii-t^:it.\Z^'z>X^ CASMCs^^T^T S-i^oiXZlckOfiJ^L. 
>S1±<b1*^^±^*-fr phosphorylated Rb ^fi^ttAD^-tirfct^l^lZlfeUXf^. ft? 

;^:tn:# (in phosphorylated Rb '^■^^W^) 'RXfmm:=.)!RMiW (fci'l^-b-^^ IgG v"j7 

CASMCs $ffljigfc(:i-i,u >^<b RbcD^&0^8i(c:WJU-cui)Z:hA<^^n;/co 



wo 2004/094446 



PCT/JP2004/003598 



14 

':?JiX'P> ■ yn y ( 2 ) : ±IB RXM lc:<^§ CASMCs $fflB&fclt§ 
phosphorylated Kh (D^J^^R^tK tm^^^m^^^^fUft^ ZfC^LT: 

-f 1> 'J >iim^=¥±—ifm.'^(CDKls)\zmm ^(D4'/C^61J:9^-I:feS CDKIs- 
p27 iSj^tf CDKIs-p21 IZlOLNTx 5 tLmm^m'¥T-C't?Jl7.'$^ > - »y 

CDKIs-p27 ioJiZf CDKIs-p21 ^^it phosphorylated Rb t^^Z^ M.'^CDm^'C 
CASMCs $fflJI&*J Its T-r h-S>"iii>$iM#:&TIZ:tJl:^-S CDKIs-p27 (D^3Hi. 

RXM (D)Bm^^izBmizmija\^'ci\r:LtK -15^ cdkis-p2i ai^\zmmi3i 
ca Lfcr:7Ji;^^> • ^^ny i-s^ffltNyc$ffliai*i^(©j^/fa>i^mN rxm \z 

J: 5 CASMCs$ffllja'^(7)ig:^fi*JtgmPl#>Stt(ix LTs ■y-'T U >to#'l4+:^ 
-Hflt^O)*: CDKis-p27 <D^^5il5^^lz: J; cj-r e> ^tifev mf^mm 

mm\z.i^m-t:hmm. m^\t. smmm(Dim\z^'Dmmm.it^m.mfm^^'^ 
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m ^ (o m m 

3. ^B1 4S^x'^n^-f K<b^(*> □cUXn y'-f i^>X(iJ:U V-f 
fB«0DjflllF5p:>t^±i?iliJ?$'J^PJo 

5 . 1 4M^ n^-f K<b^i^^#5*^^i:-rS. "tl-^ ^ U >-te#'l4+^- 

-tf^^* (cDKis-p27) %mmm^}o 

li^IIS l3|Big(D-b--r ^ 'J tf:^-^ (CDKIs-p27) ^^§i^Jo 

7. BuiBI 4M9llv'^n^-< K'fb"^7b<n=t^i/;^a T^T li^iI6 
I3«a)-t>-^ ^ 'J >-fe!c#'|44^^— tflt^^ (CDKIs-p27) f^n^\o 

8. 1 4M^T^D^-r Kfb^«:#^«^^i-rs. ifaW^Jt^GDtiJiUcjes 

9. sfnBjfliW¥>fi55®±^5t(c:SBs-rs^^ai*x jfiifF¥>i^a)ii?iii3^ai&iiis?ii 

1 1 . ^B1 4M^V^a^-f S-<b^l*s n:Uxay''l'S»XliJi'j;^DV'r 
>m^i^. □ =t^i/X □ T 5> >XI* □ + S>X □ y' V >|f|#f:$:;!)N i^MltH^ . 
lf^II8~1 0(Z)U-rtlA^— IIl3lBtic(D^I5^>^5lt^Jo 

1 2. tfrlBI 4M^V^a^-r K<b^A<n4^S/Xny'-rS/>-CfeSx ^^ill 
1 fBigCD^IfeJ^Jt^Jo 
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1 6 . m^mm\zia[f^ gi «s7b^e> s m\z]p\iy^om^(Dmv\tK ^ u >'fe# 

tf^^ (CDKIs-p27) (7)^il^i^?t-r^Z:hlZ:=fcoT'fefeiS)^tli)'fe 

1 7. >^5i^(3:W^?&»(3D 1 4M^x'^n^-r Kfb^^is^-rsch'fe^t?. Jfll 

—mztm.(Di5mo 

2 0. h5I31 4M^y'^a^'l' K-fb^tllix oiUXn x'-f >'>X(*Ji'J 7>n x'-f 
^^311 3~1 9©u-rti*^-Jll3lB^G);^^o 

2 1. BulBI Amm.'^^P^^^ hMb-^A^n+S':^n V-f S>>-CfeS. ^^112 
Olz:i3«©7^^o 



wo 2004/094446 



PCT/JP2004/003598 




I i I -T — r— r- 

(|Oj;iioajo%) ©ouECiiosqv V 




wo 2004/094446 



PCT/JP2004/003598 



2/5 




oo t^ vo tr> cn ^ O 

OOOOOOC>Q<? 



wo 2004/094446 



PCT/JP2004/003598 



3/5 




RXM(-) RXMlO^g/ml 




RXM (-) RXM 10 ng/ml 



Figure 3 
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Figure 4 
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